C o l c h i c i n e (uM) promoted s i g n i f i c a n t l y l e s s b i p o l a r shape change of CH PMNs (l0+-6%) a s compared t o normal PMNs (55+10%) ( p < . 0 0 i ) . ACTIVATION. C a r l o s PI. Arrovavc, Wei Hsueh , anu ?t.'f h L. J o r d a n . N o r t h w e s t e r n U n i v e r s i t y , C h i l d r e n ' s I l~m o r i s l HospiLal, Departments of P e d i a t r i c s and P a t h o l o g y , Chicago Illicui.;,6OSlC. P r o s t a g l a n d i n (PG) s y n t h e s i s by r a b b i t a l v e o l a r aacroph.ip,es (?v) was r e p o r t e d t o b e s t i m u l a t e d by i i e t e r o l o g o u s , homologous and. a u t o l o g o u s s e r a .
B r i n k e y . B a y o r C o l l e g e o f Medicine.
Houston, TX & Michigan S t a t e U n i v e r s i t y , E. Lansing, M I . ACTIVATION. C a r l o s PI. Arrovavc, Wei Hsueh , anu ?t.'f h L. J o r d a n . N o r t h w e s t e r n U n i v e r s i t y , C h i l d r e n ' s I l~m o r i s l HospiLal, Departments of P e d i a t r i c s and P a t h o l o g y , Chicago Illicui.;,6OSlC. P r o s t a g l a n d i n (PG) s y n t h e s i s by r a b b i t a l v e o l a r aacroph.ip,es (?v) was r e p o r t e d t o b e s t i m u l a t e d by i i e t e r o l o g o u s , homologous and. a u t o l o g o u s s e r a .
A new i n d i r e c t imrnunofluorescent t e c h n i q u e was empioyed in s t u d i e s o f a 1 y/o M with CHS t o d e l i n e a t e p o s s i b l e f u n c t i o n a l r e l a t i o n s h i p s between assemblage of MTs & PMN m o t i l i t y , rnorphology & s u r f a c e d i s t r i b u t i o n s o f adhesion o r l e c t i n binding s i t e s . CH PMNs exposed t o g r a d i e n t s o f fMLP demonstrated diminished o r i -
t h e p r e s e n t s t u d y rre s t i m u l a t e d ?lvcsi.,r !'P p r e l a b e l l e d w i t h "C-arachidonic a c i d w i t h v .~r j u o s serum prcpzr a t i o n s , complement prcteirhs and q u a n t i t a t e d t h e i r PG r e l e a s e by t h i n 1.ayer chromatography. Our expez-llients s h o w d t l~a t : 1) t r y ps i n i~e d r a b b i t serum(KS), RS a c t i v a t e d w i t h a g g r e g a t e d i g 2 2nd -zymosan, s t i m u l a t e d PG r e l . e a s e by blpls. 2) A c t i v a t i o n of RS w i t h zymosan was more e f f i c i e n t stim2l:iting PG s y n t h e s i s t h z n KS act.< v a t e d w i t h a g g r e g a t e d IgG. 3 ) When C4 d e f i c i e n t g u i n e h p i g serl:m was u s e d , i t was c l e a r t h a t a c t i v a t i o n of t h e a l t e r n a t i v e 1:athway o f complement (APC) independent of t h e c l a s s i c a l p a t h a : , . s t i m u l a t e d PG r e l e a s s . 4) We were a b l e t o a b o l i s h t h e s t i c r~! -t or y e f f e c t of serum and a c t i v a t e d C3 ( b u t n o t zymosan) by h l n i ki n g t h e M$ C3b r e c e p t o r (c3bR) v i t h anti-C3bR p c e i n c u b a t i o n . Thus we concluded t h a t a c t i v a t i o n of t h e a l t c r n a t i v e pathway of complement p l a y s a n i m p o r t a n t r o l e i n PG synthesis by a l v e o l z r macrophages.
ANTIBODY (Ab) TO THE CAPSULAR POLYSACCHARIDE (PRP) OF T-CELL INDEPENDENT HUMAN PNEUMOCOCCAL POLYSACCHARIDE HAEMOPHILUS INFLUENZAE B IN 2 TO 6-MO-OLD INFANTS
ANTIBODY SYNTHESIS.
Douglas J. B a r r e t t and E l i a M.
VACCINATED WITH PRP OLIGOSACCHARIDES CONJUGATED TOTHE
940Avoub, D e~a r t m e n t of P e d i a t r i c s . U n i v e r s i t v o f DIPHTHERIA PROTEIN CFNlg7. P o r t e r W . Anderson, Michael E. P i c h ic h e r o , Univ Rochester, Dept. Peds, Roch NY (Spon. David H.Smith)
A
r e d u c i n g o l i g o s a c c h a r i d e p r e p a r a t i o n ( v s ) from PRP was conj u g a t e d by r e d u c t i v e amination t o CW197, a n o n -t o x i c mutant p r e t e i n o f d i p h t h e r i a t o x i n . T h i s c o n j u g a t e , Dcr-vs-1, was p r ev i o u s l y r e p o r t e d t o e l i c i t memory-type Ab r e s p o n s e s t o PRP i n c h i l d r e n 12-30 mo of age. I n t h e p r e s e n t s t u d y 25-pg doses were
given t o h e a l t h y i n f a n t s a t ages 2,4, and 6 mo a l o n g withconvent i o n a l DTP v a c c i n e , i n a s e p a r a t e s i t e . There were no a d v e r s e r e a c t i o n s . S e r a were t a k e n b e f o r e each i n j e c t i o n and 1 mo a f t e r t h e t h i r d . The sequence i s complete f o r 4 s u b j e c t s . Anti-PRP Ab t i t e r s were determined by r a d i o a n t i n e n b i n d i n e : S u b j e c t KG JH <0.020 <0.020 1 . 2 4 . 2
MM
<O. 020 <0.020 0.062 1 . 5 EC 0 . 4 1 0.092 0.020 <0.020 Thus no r i s e s were s e e n a f t e r t h e 1'.
There were d i s t i n c t r i s e s a f t e r t h e 2" and even l a r g e r r i s e s a f t e r t h e 3" i n 3 s u b j e c t s .
S u b j e c t EC, who had no d e t e c t a b l e r e s p o n s e , a l s o h a d t h e h i g h e s t p r e -v a c c i n a t i o n l e v e l (presumably m a t e r n a l Ab). A d d i t i o n a l i nf a n t s and t h e I g c l a s s s p e c i f i c i t y and b a c t e r i c i d a l a c t i v i t y o f t h e a n t i b o d i e s a r e b e i n g s t u d i e d . The approach seems promising f o r p r e v e n t i o n of H. i n f l u e n z a e b i n f e c t i b n i n t h e a g e A r a n g e o2f g r e a t e s t s u s c e p t i b i l i t y .
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MF f o l l o w i n g HC i n f e c t i o n i s regarded a s a hyperimmune phenomenon. C i r c u l a t i n g lymphocyte s u b p o p u l a t i o n s and lymphocyte b l a s t o g e n e s i s were s t u d i e d b e f o r e (pre-Rx) and two months a f t e r s u r g e r y (post-RX) t o remove a m e d i a s t i n a l mass i n a 14 y . 0 . male w i t h HCMF. Pre-Rx, t h e OKT4/OKT8 r a t i o was 4.8 (normal <2.5) and d e c r e a s e d t o 2 . 8 post-Rx mainly due t o a n i n c r e a s e i n OLTb e a r i n g lymphocytes from 12% t o 19% (normal 12-24%). Immuno-8 g l o b u l i n -b e a r i n g c e l l s a l s o i n c r e a s e d post-Rx from 15% t o 27% (normal 5-17%). OKT3 r e a c t i v e c e l l s were unchanged. S t r e p t ok i n a s e -S t r e p t o d o r n a s e (SK-SD) f a i l e d t o induce b l a s t o g e n e s i s i n p e r i p h e r a l blood mononuclear c e l l s (PBMC) pre-Rx. D e p l e t i o n of a d h e r e n t c e l l s r e s u l t e d i n a p o s i t i v e r e s p o n s e ( s t i m u l a t i o n index 5 . 6 ) . SK-SD and HC mediated b l a s t o g e n e s i s were observed i n PBMC post-Rx ( S . I . 
. 1 and 4.5 r e s p e c t i v e l y ) . Absent b l a s t o g e n i c r e s p o n s e s i n t h i s form of HC i n f e c t i o n a p p e a r t o r e s u l t from s u p p r e s s i o n by a d h e r e n t c e l l s . The p a t t e r n of c i r c u l a t i n g lymphocyte s u b p o p u l a t i o n s noted pre-Rx i s s i m i l a r t o c l a s s i c a l autoimmune d i s e a s e s s u p p o r t i n g t h e h y p o t h e s i s t h a t t h e development of MF a f t e r HC i n f e c t i o n i
Antibody r e s p o n s e s t o Pneumococcal P o l y s a c c h a r i d e t y p e 3 (PnAb) a r e independent o f T C e l l s i n t h e murine model. To conf i r m t h e p u t a t i v e T c e l l independent n a t u r e o f t h e response i n humans, we s t u d i e d PnAb s e c r e t i o n by i n v i t r o lymphoctye c u lt u r e s .
Twelve day c u l t u r e s u p e r n a t a n t s o f blood mononuclear p r e = 1 . 5 2 1 . 6 ngAb/mcgIgG, 1 wk p o s t = 180 + 175 ngABfmcgIgG, 3 wk p o s t = 381 + 380 ngAbfmcgIgC. ~d d i t i o n of T c e l l s + pokeweed mitogen, IL-2, o r a l l o g e n e i c T h e l p e r f a c t o r from mixed lymphocyte c u l t u r e s u p e r n a t a n t had no e f f e c t on PnAb s e c r e t i o n expressed p e r mcg t o t a l IgG. These s t u d i e s s u g g e s t t h a t P n e m o c o c c a l P o l y s a c c h a r i d e t y p e 3 i s a T c e l l independent a n t i g e n i n humans which may a c t i v a t e B c e l l s i n a manner d i s t i n c t from convent i o n a l p r o t e i n a n t i g e n s .
PNEUMOCOCCAL TYPE 3 ANTIBODY I S RESTRICTED TO THE IgC2 SUBCLASS. Douglas J. B a r r e t t and E l i a M.
' 941Ayoub, Department of P e d i a t r i c s , U n i v e r s i t y o f Flori d a C o l l e g e bf ~e d i c i n e , C a i n e s v i l l e .
To d e t e r m i n e i f human a n t i b o d i e s t o P n e m o c o c c a l Polysacchar i d e t y p e 3 a r e r e s t r i c t e d i n IgC s u b c l a s s d i v e r s i t y , we t e s t e d s e r a from normal v o l u n t e e r s drawn be f o r e and a f t e r immunization ( n = 9 ) . S u b c l a s s -s p e c i f i c ELISA t e c h n i q u e s u s i n g murine monoc l o n a l a n t i b o d i e s t o human IgC1, IgG3, IgG4 and t h e I g f r a c t i o n o f sheep anti-IgC2 were developed.
Enzyme-conjugated a n t i b o di e s were shown t o be s p e c i f i c by t e s t i n g a g a i n s t homologous and non-homologous IgG s u b c l a s s e s i n d i r e c t ELISA u s i n g WHO myeloma r e f e r e n c e s t a n d a r d s . The r e l a t i v e s e n s i t i v i t y o f each s u b c l a s s a n t i b o d y c o n j u g a t e d i f f e r e d a s shown by r e a c t i o n i n c o m p e t i t i v e b i n d i n g ELISA where 50% i n h i b i t i o n of b i n d i n g f o r IgGl=O.l mcg, IgC2=1.75 mcg, IgG3=0.25 mcg and IgG4=0.175 mcg.
End-point serum t i t e r was d e f i n e d a s t h a t d i l u t i o n g i v i n g an o p t i c a l dens i t y t w i c e n o n s p e c i f i c background and was normalized t o r e f l e c t t h e r e l a t i v e s e n s i t i v i t y of each s u b c l a s s -s p e c i f i c a s s a y .
Preimmunization geometric mean t i t e r s o f serum antibody were IgGls 1 3 . 5 , IgC2=258.7, IgC3=7.0, and IgG4=3.5.
Post-immunization t i t e r s were s i g n i f i c a n t l y h i g h e r f o r IgC2=955.0 ( p < . 0 5 ) but unchanged f o r IgG1=20.8, IgG3=6.6, and IgG4=4.0.
Mean pre t o post-immunization i n c r e a s e s i n antibody t i t e r were s i g n i f i c a n t l y h i g h e r f o r IgG2=5.75 ( p < 0.05) compared t o IgC1=1.55, IgG3= 1 . 0 , and IgG4=1.0.
These r e s u l t s demonstrate t h a t 90-95% o f human a n t i b o d y t o t h e p u t a t i v e T-cell independent a n t i g e n Pneumococcal P o l y s a c c h a r i d e t y p e 3 i s r e s t r i c t e d t o t h e IgGZ s u b c l a s s .
